. Analysis of adhesion complexes in SSPN-Tg muscle. (A) Transverse cryosections of quadriceps muscles from non-Tg WT (WT), 0.5-fold SSPN-Tg (WT 0.5 ), and 1.5-fold SSPN-Tg (WT 1.5 ) as well as mdx, 0.5-fold SSPN-Tg:mdx (mdx 0.5 ), and 1.5-fold SSPN-Tg:mdx (mdx 1.5 ) were stained with the indicated antibodies. Proteins were visualized by indirect immunofluorescence. Bar, 50 µm. Data for threefold SSPN-Tg samples has been previously reported (Peter et al., 2008) . (B) Skeletal muscle from the indicated samples was solubilized in modified RIPA buffer, and 50-µg protein samples were resolved by SDS-PAGE. Immunoblotting was performed with the indicated antibodies. As expected, exogenous SSPN (human SSPN [hSSPN]) was only detected in transgenic samples. Equal loading of protein lysates was confirmed by GAPDH immunoblotting. Coomassie Blue (CB) staining of protein gels is shown as an additional loading control. Dys, dystrophin; Utr, utrophin; Intg, integrin. Figure S2 . Colocalization of utrophin and WFA binding in WT and mdx muscle. (A) Transverse cryosections of quadriceps muscles from WT mice were costained with -bungarotoxin (-BTX; visualized by red fluorescence) and WFA lectin (green fluorescence) or utrophin (Utr; green fluorescence). -BTX was used as a marker for NMJs. In WT muscle, WFA and utrophin are localized to the NMJ as shown in the merged images. (B) Muscle cryosections from mdx mice at 3 wk (prenecrotic, before onset of pathology) and 8 wk (postnecrotic, after onset of pathology) of age were stained with WFA lectin. Prenecrotic mdx muscle displayed WFA binding that was nearly undetectable and indistinguishable from staining in WT mice. However, robust extrasynaptic sarcolemma staining was evident in postnecrotic mdx muscle. Bars, 50 µm. Figure S3 . NMJ localization of utrophin in SSPN-deficient muscle. (A-C) Transverse cryosections of quadriceps muscles from wild-type (WT) and SSPN-deficient (SSPN / ) mice were costained with -bungarotoxin (-BTX; visualized by red fluorescence) and utrophin (Utr; green fluorescence; A), costained with -bungarotoxin (visualized by red fluorescence) and WFA lectin (green fluorescence; B), and incubated with antibodies against dystrophin (Dys), utrophin (Utr), -and -dystroglycan (-and -DG), the SGs (-and -SG), 1D integrin (Intg), and SSPN (C). Protein and lectin staining were visualized by indirect immunofluorescence. Bar, 50 µm. Figure S5 . SSPN facilitates transport of utrophin-DG subcomplexes. (A) Quadriceps muscles from wild-type (WT), Akt transgenic (WT Akt ), mdx, and Akt transgenic mdx mice (mdx Akt ) were solubilized in modified RIPA buffer, and 50 µg of each protein sample was resolved by SDS-PAGE. Immunoblots were performed with the indicated antibodies. GAPDH is provided as a control for equal loading. Mice were treated with doxycycline to induce Akt-Tg expression as described previously (Peter et al., 2009) . Samples from doxycycline-treated WT (WT) and mdx (mdx) mice are provided for controls. Note that doxycycline treatment alone activates Akt signaling at low levels (Girgenrath et al., 2009) . Because Akt expression varies in different muscle groups, we limited our analysis to the quadriceps muscle for all samples. (B) 30 µg sWGA voids (unbound proteins) of skeletal muscle from WT (WT), mdx, mdx:utrophin null (mdx:utr / ), and mdx:7 integrin null (mdx:7 / ) were resolved by SDS-PAGE. Immunoblotting was performed with the indicated antibodies. Utr, utrophin; P, phospho; mSSPN, mouse SSPN; Dys, dystrophin; Intg, integrin.
